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REMARKS 



Entry of the above amendment prior to examination is respectfully requested. 

Attached hereto is a marked-up version of the changes made to the specification and claims 
by the current amendment. The attached page(s) is/are captioned ^^ Version with Markings to 
Show Changes Made .'' 

The specification has been amended in accordance with 37 C.F.R. §1.821 to include 
unbranched nucleotide sequences with ten or more nucleotides. 

The specification has been amended in accordance with 37 C.F.R. §1.82 1(d) to add SEQ 



If in the opinion of the Examiner a telephone conference would expedite the prosecution 
of the subject application, the Examiner is encouraged to call the undersigned at (650) 838-4403. 



ED NO:s. 



Respectfully submitted. 




Registration No. 37,337 




Correspondence Address: 



Customer No. 22918 
Phone: (650) 838-4403 
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Appl. No. 09/756,830 

VERSION WITH MARKINGS TO SHOW CHANGES MADE 

In the following, added portions are indicated by underlining and boldface , to avoid 
confusion with portions underlined in the original text. 

Please replace the paragraph starting at page 14, line 19 with die following: 

In this example, an oligonucleotide tag repertoire is produced such that each oligonucleotide 
tag consists of eight words of four nucleotides. The procedure outlined in Figure 2 is followed. A 
vector, corresponding to vector (200), is constructed by first inserting the following oligonucleotide 
(SEQ ID NO: 4 and 27, respectively) into a Bam HI and Eco RI digested pUC19: 



Pad Bse RI Bsp 1 20 Bbs I Eco RI Bam HI 

I i I I i i 

aattg ttaattaa ggatgagctcactcctc gggcccg cataagtcttcg aattcg 

caattaattcctactcgagt gaggag cccgggcgtattc agaagc ttaagcctag 



Formula II 

Separately, the oligonucleotide of Formula I and forward and reverse primers (SEQ ID NO: 2) 
and SEQ ED NO: 3) are synthesized using a conventional DNA synthesizer, e.g. PE Applied 
Biosystems (Foster City, CA) model 392. The oligonucleotide of Formula I is a mixture 
containing a repertoire of 64 two-word oligonucleotide tag precursors. The four-nucleotide 
words of Table I are employed. After amplification by PCR[.] the amplification product is 
digested with Bbs I to give the following two products (SEQ ID NO: 28 and 29) : 

. . . gaagacga word-word-gg . , . 

. . . cttctgct-word word-cc . . . 
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The products are re-ligated, amplified by PCR, and digested with Bbv I to give the following two 
products (SEP ID NO: 30 and 31) : 

. , . gaagacga-word word-gg . . . 

. . . cttctgct -word- word cc ... 

The products are again re-ligated and amplified by PCR. By this sequence of cleavages and 
relations, any words consisting of failure sequences are selected against by the ligation event, i.e. 
words with failure sequences will not religate in the mixture, and thus, will not be amplified. The 
final product is digested with Pst I and Hind HI and inserted into a Pst I/Hind Hi-digested pUC19 To 
give the following construct (SEQ ID NO: 5): 

Pst I BseRI Bbsl Bsp 120 HindKI 

ill I I 

. . .cgacctgcagaggagatgaagacga-wordword-gggcccaatgctgcaagcttggcg. . . 
. . .gctggacgtctcctctacttctgct-wordword-cccgggttacgacgttcgaaccgc . . . 

t 

Bbv I 

where Pst I, Bse RI, Bbs I, Bsp 120, and Bbv I, correspond to rs, re, r?, and rg of Figure 2, 
respectively. After amplification in a suitable host, the plasmid is isolated and cleaved with Pst I 
and Bbs I to give an opened vector with the following upstream and downstream (SEQ ID NO: 6 
and 32) ends: 

. . .cgacctgca wordword-gggcccaatgctgcaagcttggcg . . . 
. . .gctgg word-cccgggttacgacgttcgaaccgc . . . 

Separately, a portion of the amplified oligonucleotide of Formula I is digested with Pst I and Bbv I 
to give the following fi-agment (SEQ ID NO: 7): 
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gaggaga tgaagacga - word 
acgtctcctctacttctgct-wordword 

This fragment is inserted into the above vector opened by digestion with Bbs I and Pst I to give the 
following construct (SEQ ID NO: 8): 

. . .gcagaggagatgaagacga-wordwordword-gggcccaatgctgcaagcttggcg. . . 
. . . cgtctcctctacttctgct-wordwordword-cccgggttacgacgttcgaaccgc . . . 

which contains an oligonucleotide tag precursor of three words. The steps of cleaving, inserting, 
and amplification are repeated until a construct containing eight words is obtained. Preferably, at 
each step, reactants, e.g. vectors and/or inserts, are provided in amounts that are at least ten times the 
complexity of the reactant. When synthesis is complete, the eight-word construct is cleaved with 
Bse RI and Bsp 120 and the following fragment containing the oligonucleotide tag repertoire is 
isolated (complement is SEP ID NO:33) : 

(word)8g 
ct (word) scccgg 

The isolated fragment is then inserted into the Bse RI/Bsp 120 vector of Formula H, which vector is 
used to transform a suitable host. The construct is ready for inserting polynucleotides, such as 
cDNAs, into the Eco RI restriction site to form tag-polynucleotide conjugates in accordance with 
the method of Brenner et al., International patent application pct/us96/09513. 

Please replace the paragraph starting at page 1 7, line 30 with the following: 

After cloning, the population of vectors is divided into two parts, after which the vectors in 
one part are cleaved with Pst I and Bsg I to give the following fragment mixture (SEQ ID NO: 1 1 
and 34) : 

gttatcggaggagatgaagacgg [word] [word] gg 
acgtcaatagcctcctctacttctgcc [word] [word] 
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which is isolated. The vectors in the other part are cleaved with Pst I and Bse RI and the linearized 
word-containing vectors are isolated. The word-containing fragments are ligated into the linearized 
vectors to form the following construct (SEQ ID NO: 12): 

. . . ctgcagttatcggaggagatgaagacgg [word] [word] gg [word] [word] - 
. . .gacgtcaatagcctcctctacttctgcc [word] [word] cc [word] [word] - 

-gggcccatatatccgtctgcacaagcttaccg . . . 
-cccgggtatataggcagacgtgttcgaaccgc. , . 

After cloning, the construct is again divided into two parts and the steps are repeated to give the 
final 8-word repertoire having the form (SEQ ID NO: 35) : 

. . gaagacgg( [word] [word] gg) 4gccc . . . 
. . cttctgcc ( [word] [word] cc) 4cggg . . . 

This may then be cleaved with Bse RI and Bsg I and re-cloned into a vector similar to that of 
Formula n for attachment to polynucleotides. 

Please replace the paragraph starting at page 18, line 36 with the following: 

pUC19 was digested to completion with Sap I and Eco RI using the 
rmanufactuer'sl manufacturer's protocol and the large fragment was isolated. All restriction 
endonucleases unless otherwise noted were purchased from New England Biolabs (Beverly, MA). 
The small Sap I-Eco RI fragment was removed to eliminate the jS-gal promoter sequence, which 
was found to skew the representation of some combinations of words in the final library. The 
following adaptor (SEQ ID NO: 13 and 36) was ligated to the isolated large fragment in a 
conventional ligation reaction to give plasmid pUCSE as a ligation product. 
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Eco RI Pst I Eco RV Hind III 

I ill 
aattctagactgcagttgatatcttaagctt 

gatctgacgtcaactatagaattcgaacga 

A bacterial host was transformed by the Hgation product using electroporation, after which the 
transformed bacteria were plated, a clone was selected, and the insert of its plasmid was sequenced 
for confirmation. pUCSE isolated from the clone was then digested with Eco RI and Hind HI using 
the manufacturer's protocol and the large fragment was isolated. The following adaptor (SEQ ED 
NO: 14 and 37) was ligated to the large fragment to give plasmid pUCSE-Dl which contained the 
first di-word (imderlined). 

Bse RI 

EcoRI PstI Bbsl Bspl20I Hindlll 

I j I I 4 I 

aattctgcagaggagatgaagacgaaaagaaaggggcccatgctgca 

gacgtctcctctacttctgcttttctttccccgggtacgacgttcga 

t 

Bbvl 

Formula I 

Further plasmids, pUCSE-D2 through pUCSE-D64, containing di-words were separately 
constructed from pUCSE-Dl by digesting it with Pst I and Bsp 120 I and separately ligating the 
following adaptors (SEQ ID NO: 15) to the large fragment. 

gaggagatgaagacga [word] [word] g 
acgtctcctctacttctgct [word] [word] cccgg 

Formula n 

The words of the top strand were selected from the following minimally cross-hybridizing set: 
gatt, tgat, taga, tttg, gtaa, agta, atgt, and aaag. After cloning and isolation, the inserts of the vectors 
were sequenced to confirm the identities of the di-words. 
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